Background
==========

Ovarian cancer is among the most common cancers in women worldwide and a common cause of cancer deaths \[[@B1]\]. It consists of several histological types: serous, mucinous, clear cell and endometrioid adenocarcinomas which all belong to epithelial tumours. Although the precursor lesion of epithelial ovarian cancer is still yet unidentified, the two-pathway model of ovarian cancer pathogenesis is gaining acceptance \[[@B2]-[@B4]\]. Type I tumours, i.e. low-grade serous ovarian carcinoma and mucinous ovarian cancers probably arise from benign adenomas and borderline tumours, and clear cell and endometrioid tumours may develop from endometriosis. Type II tumours, i.e. high grade serous ovarian cancer with aggressive phenotype is thought to arise directly from the surface epithelium of the ovary or from inclusion cysts.

Ovarian surface epithelial cells can convert to mesenchymal, fibroblast-like phenotype at least *in vitro*\[[@B5]\]. This epithelial-mesenchymal transition (EMT) is a complex cellular process during which cellular phenotype and function is changed \[[@B6]\]. EMT occurs in normal physiological processes during embryogenesis and wound healing. It has also been recognised in different pathological processes, e.g. in fibrosis and carcinomas \[[@B6]\]. Our previous results indicate that EMT occurs in epithelial ovarian carcinoma \[[@B7]\]. In addition to tumour invasion and metastasis EMT has been connected to early steps of carcinogenesis in epithelial malignancy \[[@B8],[@B9]\].

Transcription factor Snail1 has been considered to have a key role in the induction of EMT \[[@B10]\]. Snail1 is a repressor of E-cadherin, an adherens junction protein maintaining cell-cell adhesion in epithelium. Snail1 may also enhance levels of other EMT inducing transcription factors such as ZEB-1 and ZEB-2 \[[@B11]\]. Due to expression of Snail1 and other EMT regulatory transcription factors epithelial cells lose many of their epithelial characteristics and take on the properties which are typical of mesenchymal cells. Snail1 may produce changes in cell shape, migration and invasion. It can regulate cell cycle progression and prevent cell proliferation by attenuating cyclin D2 transcription and increasing the expression of p21 \[[@B12]\]. Snail1 may also prevent apoptosis by activating MAPK and PI3K survival pathways \[[@B12]\].

Expression of Snail1 in epithelial cells of different malignant tumours has been investigated in several studies with dissimilar results \[[@B13]\]. Recently developed two monoclonal anti- Snail1 antibodies are well-characterised and show clear nuclear staining of the protein in different tumour types \[[@B11],[@B14],[@B15]\]. Using one of these antibodies, Blechschmidt et al. \[[@B16]\] have detected nuclear staining of Snail1 in 38% (18/48) of ovarian carcinomas and in 29% (25/87) of endometrial cancers \[[@B17]\]. Snail1 may be important in the pathogenesis of spindle cell carcinomas of the head and neck as nuclear staining has been reported in 63% (19/30) of cases \[[@B18]\]. However, lower nuclear staining has been detected in adenocarcinomas of upper gastrointestinal tract and other types of head and neck squamous cell carcinomas \[[@B15],[@B18],[@B19]\]. In addition, Snail1 staining in cell cytoplasm and/or nucleus has been observed in 16% (40/251) of laryngeal squamous cell carcinomas \[[@B20]\]. In ovarian cancer, Snail1 mRNA has been detected more frequently than protein since 93% (38/41) of primary tumours expressed mRNA \[[@B21]\]. Snail1 positive stromal cells have previously been detected in many adeno and squamous cell carcinomas \[[@B14]-[@B19],[@B21]\]. However, there are no published data about Snail1 expression in precursor ovarian lesions.

To elucidate more properly the role of Snail1 in human epithelial ovarian tumour development we have analysed Snail1 protein in epithelial and stromal compartments of normal ovaries and in benign, borderline and malignant ovarian tumours by immunohistochemistry. In addition, to evaluate the prognostic value of Snail1 protein expression we have compared the results with known clinical data of the patients.

Methods
=======

Patients
--------

Our ovarian material consisted of 14 normal ovarian samples, 21 benign and 24 borderline epithelial ovarian tumours and 74 epithelial ovarian carcinomas (Table [1](#T1){ref-type="table"}). The samples were collected in Kuopio University Hospital, Finland, between 1999 and 2005. Staging of primary tumours was based on standards of the International Union Against Cancer (UICC) \[[@B22]\]. Histological type and grade were evaluated according to the World Health Organisation (WHO) \[[@B23]\]. Patients who died because of any postoperative complications (deaths within one month after the operation) were not included in the survival analysis. Median follow-up time for all patients was 38 months (range 2--76 months). The research was approved by the ethical committee of Kuopio University and Kuopio University Hospital.

###### 

Clinicopathological characteristics of the patients

  Variable                            Normal     Benign       Borderline   Carcinoma
  ----------------------------------- ---------- ------------ ------------ ---------------
  Total                               14 (100)   21 (100)     24 (100)     74 (100)
  Median age at diagnosis, years^a^                                        59 \[41--88\]
  Histologic subtype                                                       
   Serous                                        10 (48)^b^   12 (50)^b^   41 (56)
   Mucinous                                      10 (48)^b^   12 (50)^b^   7 (9)
   Endometrioid                                                            17 (23)
   Clear cell                                                              7 (9)
   Other                                         1 (4)^c^                  2 (3)^d^
  Histological grade                                                       
   1                                                                       9 (12)
   2                                                                       32 (43)
   3                                                                       33 (45)
  Stage                                                                    
   I                                                                       12 (16)
   II                                                                      8 (11)
   III                                                                     36 (49)
   IV                                                                      18 (24)
  Primary residual tumour                                                  
   None                                                                    30 (40)
   ≤ 1 cm                                                                  11 (15)
   \> 1 cm                                                                 33 (45)
  Chemotherapy response                                                    
   No data                                                                 6 (8)
   Complete response                                                       52 (70)
   Partial response                                                        2 (3)
   Stable disease                                                          1 (1)
   Progressive disease                                                     7 (10)
   No chemotherapy                                                         6 (8)
  Tumour recurrence                                                        
   No recurrence                                                           20 (27)
   Recurrence                                                              31 (42)
   No data                                                                 23 (31)
  Patient status                                                           
   Dead, ovarian cancer                                                    30 (41)
   Alive                                                                   40 (54)
   Unknown                                                                 4 (5)
  Median follow-up time, months                                            38 \[2--76\]

Values are *n*(%) unless stated otherwise.

^a^Values in square brackets indicate range.

^b^Cystadenomas

^c^Brenner tumour

^d^Include two adenocarcinomas not otherwise specified.

Immunohistochemistry
--------------------

Five-μm-thick paraffin-embedded tissue sections of all ovarian samples were stained immunohistochemically. Shortly, after deparaffinisation and rehydration, the sections were heated in a microwave oven for 2 × 5 min in Tris-EDTA buffer (pH 9.0), incubated in a Tris-EDTA buffer for 20 min and washed twice for 5 min in phosphate buffered saline (PBS). Hydrogen peroxide (5%, 5 min) was used to block endogenous peroxidase, followed by washing with water 2 × 5 min and with PBS for 2 × 5 min. Non-specific binding was blocked with 1,5% normal serum in PBS for 35 min at room temperature. The sections were incubated over night at 4°C with the mouse monoclonal anti -- Snail1 antibody (1:1000 dilution) \[[@B11],[@B14]\]. Negative control was incubated with 1% bovine serum albumin in PBS. Next, the slides were washed with PBS for 2 × 5 min and incubated with the biotinylated secondary antibody (ABC Vectastain Elite Kit, Vector Laboratories, Burlingame, CA, USA) for 45 min at room temperature. After this, the slides were washed with PBS for 2 × 5 min, incubated for 50 min in preformed avidin-biotinylated peroxidase complex (ABC Vectastain Elite Kit, Vector Laboratories, Burlingame, CA, USA) and washed with PBS for 2 × 5 min. The colour was developed with diaminobenzidine tetrahydrocloride (DAP) (Sigma, St. Louis, MO, USA). The slides were counterstained with Mayer\'s haematoxylin, washed, dehydrated, cleared and mounted with Depex (BDH, Poole, UK).

Evaluation of the stainings
---------------------------

Snail1 expression in all samples was analysed by two main observers (HT, LK) unaware of the clinical data and three senior pathologists (YS, V-MK, RS) evaluated a subset of the samples. The slides were first overviewed to find five hot spot regions (areas with the maximum number of positive cells per microscopic field) in the tissue studied. Stained epithelial/stromal cell nuclei in these hot spot regions were counted using 40 × objective \[[@B24]\]. For positive nuclear staining in stromal compartment of the tumours only fibroblast-like fusiform cells were included. The division of samples to negative or positive as regards to nuclear staining was assessed according to mean value. Among epithelial tumour cells the mean was 3 nuclei (range 0 -- 49 nuclei) and among carcinoma associated stromal cells the mean was 4 nuclei (0 -- 79 nuclei). Cytoplasmic staining of Snail1 in epithelium was graded as negative, when \< 5% and positive, when ≥ 5% of the normal/tumour cells were positive for Snail1 \[[@B17]\].

Statistical analysis
--------------------

The statistical analyses were performed using SPSS 14.0 software (SPSS Inc., Chicago, IL, USA) except for testing trend. Mann-Whitney test was used to examine the relationship between continuous variables. A chi-squared test was used in analysing frequency tables. Interobserver agreement for the positivity of the stainings was evaluated by Spearman statistics. Univariate survival analyses were evaluated using the Kaplan-Meier method. The statistical differences between the curves were analysed using the log-rank test. Multivariate survival analysis was calculated using Cox\'s proportional hazards model. Disease related survival was defined as the time between the date of surgery and the date of death due to ovarian cancer. Recurrence free survival was defined by the time interval between the date of surgery and the date of recurrence. Trends were examined with chi-squared test for trend in proportions using R version 2.7.2 (The R Foundation for Statistical Computing).

Results
=======

In *normal*ovaries (*n*= 14) surface peritoneal cell nuclei were regarded as negative for Snail1 (Figure [1a](#F1){ref-type="fig"}). There were no signs of the protein in stroma either.

![**Staining of Snail1 protein in ovarian samples**. a) A normal ovary with negative surface peritoneal cell nuclei (× 200). b) A serous borderline tumour with nuclear staining in some epithelial cells (arrow). Tumour stroma is indicated by asterisk. (× 200). c) A clear cell carcinoma with positive epithelial cell nuclei (arrows) (× 100). Insert (× 400). d) An endometrioid carcinoma with positive nuclear staining both in epithelial and stromal fibroblast-like fusiform cells (arrows) (× 200). Insert (× 400). e) A benign serous cystadenoma with nuclear staining in a subset of endothelial cells (arrows) (× 200). f) A benign serous cystadenoma with focal cytoplasmic staining in epithelial cells (× 200).](1471-2407-9-289-1){#F1}

In tumours an increased nuclear Snail1 content was associated with increasing tumour malignancy both in epithelial (p = 0.006) and stromal compartments (p = 0.007) (Table [2](#T2){ref-type="table"}). In *benign*tumours (*n*= 21) all epithelial and stromal cell nuclei were negative. In *borderline*tumours (*n*= 24) nuclear positive epithelial cells were observed focally in 2 (8%) samples (Figure [1b](#F1){ref-type="fig"}) and stromal cells were focally positive in 3 (13%) samples.

###### 

Staining of Snail1 protein in ovarian tumours

  Tissue        Nucleus^b^   Cytoplasm^c^   Total
  ------------- ------------ -------------- ----------
  Benign                                    
   Epithelium   0 (0)        19 (90)        21 (100)
   Stroma^a^    0 (0)        \-             21 (100)
  Borderline                                
   Epithelium   2 (8)        20 (83)        24 (100)
   Stroma^a^    3 (13)       \-             24 (100)
  Carcinoma                                 
   Epithelium   17 (23)      32 (43)        74 (100)
   Stroma^a^    18 (24)      \-             74 (100)

Values are *n*(%).

^a^Fibroblast-like fusiform cells

^b^Epithelial nuclei p = 0.006 and stromal nuclei p = 0.007, chi-squared test for trend in proportions.

^c^Epithelial cell cytoplasm p \< 0.001, chi-squared test for trend in proportions.

In *carcinomas*(*n*= 74) focal nuclear Snail1 immunoreactivity in epithelial cells was present in 17 (23%) samples (Figure [1c](#F1){ref-type="fig"}). In carcinoma-associated stromal cells the staining was focal and observed in 18 (24%) cases (Figure [1d](#F1){ref-type="fig"}). A good agreement was found between the evaluations in staining positivity between the observers (Spearman\'s correlation coefficient 0.599). No association was found between nuclear Snail1 expression in epithelium or stroma or between Snail1 expression and clinicopathological factors including histological subtype, grade, stage, primary residual tumour, chemotherapy response and tumour recurrence. Further, nuclear Snail1 expression was not related to overall survival or recurrence free survival. Nuclear staining of Snail1 protein in the subset of endothelial cells was demonstrated in normal ovaries as well as in benign, borderline and malignant tumours (Figure [1e](#F1){ref-type="fig"}).

In addition to nuclear staining also cytoplasmic Snail1 immunoreactivity was evaluated in epithelial cells of normal ovary and different tumour types. In epithelial inclusions of normal ovaries positive cytoplasmic staining was observed in 57% (8/14) of the samples. Decreased cytoplasmic expression of Snail1 in epithelial cells of the tumours was related to increasing tumour malignancy (p \< 0.001). While 90% (19/21) of the benign tumours showed positive cytoplasmic staining 83% (20/24) of the borderline tumours and only 43% (32/74) of the carcinomas were positive (Figure [1f](#F1){ref-type="fig"}). Cytoplasmic expression in carcinoma cells did not associate with any of the analysed clinicopathological factors or nuclear staining in malignant cells.

Discussion
==========

Several lines of evidence show that EMT has a central role in invasion and metastasis of different types of tumours facilitating conversion of polarized, epithelial phenotype to motile fibroblastoid or mesenchymal phenotype \[[@B6]\]. Recently EMT markers have also been associated with early steps of tumourigenesis \[[@B8],[@B9]\]. The aim of this study was to elucidate the role of transcription factor Snail1, an inducer of EMT, in the development of epithelial ovarian tumours.

According to our results nuclear expression of Snail1 protein seems to be a feature of tumour progression in epithelial ovarian tumourigenesis. Increased Snail1 expression was associated with increasing tumour malignancy both in epithelial compartment (p = 0.006) and in stromal compartment (p = 0.007). Our result is in concordance with previous studies indicating Snail1 as a regulator of EMT as well as literature describing it as an inducer of invasive phenotype \[[@B10]\]. However, Snail1 protein may have additional roles in different types of tumours.

Nuclei of all benign tumours were negative for Snail1. In line with our results one report presented negative Snail1 expression in mouse intestinal adenomas, and another in human hyperplastic oral mucosa \[[@B19],[@B25]\]. However, dysplastic oral mucosa has been reported to show single distributed Snail1 positive cells \[[@B19]\]. We found similarly focally positive nuclear Snail1 protein staining in borderline ovarian tumours. Snail1 expression in precursor lesions may suggest a role for the protein in early ovarian tumourigenesis before invasion or metastasis. Its expression in borderline tumours might be related to other known functions of Snail1. Indeed, members of Snail1 family can also act as more general regulators of cell adhesion and movement in EMT-related or EMT-independent manner \[[@B26]\]. In cancer Snail1 has been described to act primarily as a survival factor and an inducer of cell movement rather than as an inducer of EMT \[[@B27]\]. Peinado et al. have proposed that Snail1 could be implicated in the initial migratory phenotype of primary tumours and considered it as an early marker of EMT, at least in ovarian tumours \[[@B10]\].

In the vast majority of the Snail1 positive ovarian carcinomas the nuclear protein was stained focally at rather low levels in the tumour epithelium and stroma. Nuclear content of Snail1 in epithelium or stroma in our material was not related to clinicopathological features, like tumour grade or stage of disease, nor had it prognostic significance. Relatively small material and short follow-up time of the patients could effect on this. However, nuclear staining was detected in borderline tumours suggesting that Snail1 might be an early factor in ovarian tumour development. Nevertheless, supporting our findings rather similar results have been reported \[[@B16]\]. In another ovarian cancer study using the material of 48 primary tumours nuclear Snail1 staining in epithelial cells in 38% of the primary tumours did not associate with any clinicopathological factors or overall survival \[[@B16]\].

Stromal cells are essential in tumourigenesis \[[@B28]\]. Presence of Snail1 positive stromal cells has previously been detected in various adeno and squamous cell carcinomas \[[@B14]-[@B19],[@B21]\]. In our study, similar staining of Snail1 protein was observed both in stromal fibroblast-like fusiform cells and epithelial cells of ovarian carcinomas. Thus, a tumour may create its own stroma originating from malignant epithelium to facilitate tumour growth \[[@B29]\] and Snail1 could be a marker of these cells that have just undergone EMT \[[@B14]\]. Indeed, *in vitro*Snail1-transfected (squamous) carcinoma cells show complete EMT phenotype with fibroblastic characteristics \[[@B11]\]. However, in the present study expression of Snail1 in stromal cells was also detected in borderline tumours that do not have histological evidence of stromal invasion indicating that Snail1 may have also other functions in stromal fibroblast-like fusiform cells \[[@B27]\]. Snail1 has also been identified as a regulator of terminally differentiated mesenchymal cells \[[@B30]\], and further, during tumourigenesis, Snail1 expression in stromal cells may indicate interactions of fibroblasts with dedifferentiated tumour cells \[[@B19]\]. Snail1-induced EMT has been proposed also to accelerate cancer metastasis by enhancing invasion and by inducting immunosuppression \[[@B31]\]. Altogether, Snail1 expression in the stroma of borderline tumours may indicate importance of the microenvironment already in premalignant tumours and supports the role of tissue remodelling effect of Snail1.

In tumours, endothelial to mesenchymal transition (EndMT) is an important source of cancer-associated fibroblasts \[[@B32]\]. Some of the endothelial cell nuclei in this ovarian carcinoma study were positive for Snail1. Snail1 staining in a subset of endothelial cells has been reported in adeno and squamous cell carcinomas \[[@B15],[@B18],[@B19]\]. However, we found positive endothelial cells also in benign and borderline tumours as well as in normal ovaries. A previous report has demonstrated that angiogenic vessels can undergo EndMT \[[@B32]\]. Kokudo et al. showed that mouse endothelial cells can differentiate into mural cells, such as pericytes and/or smooth muscle cells, and that Snail1 is associated with the process \[[@B33]\]. Also in normal human ovaries new blood vessel formation and subsequent regression occurs in each hormonal cycle \[[@B34]\].

Besides nuclear protein content we have also analysed cytoplasmic staining of Snail1 protein in epithelial cells. Opposite to nuclear immunoreactivity, we observed decreased cytoplasmic expression of Snail1 in epithelium that was significantly associated with increasing tumour malignancy (p \< 0.001). Transcription factor Snail1 activity is controlled by subcellular location and cytoplasmic form of the protein is not considered active \[[@B10]\]. Keeping this in mind, cytoplasmic staining may point to post-transcriptional regulation of the protein in epithelial ovarian carcinomas \[[@B10],[@B21]\] and in pre-malignant tumours, as shown in the present material.

Conclusion
==========

Nuclear expression of Snail1 protein in epithelial ovarian tumours was increased during tumour progression from precursor lesions into carcinomas. Snail1 expression detected in borderline tumours suggests a role for Snail1 also in early ovarian tumourigenesis preceding tumour invasion and metastasis. In addition, stromal positivity of Snail1 in borderline and malignant tumours underlines the importance of tumour microenvironment during development and progression of ovarian tumours.

Competing interests
===================

The authors declare that they have no competing interests.

Authors\' contributions
=======================

HT, YS, V-MK and AM designed the study. MA and KH gathered the material. IV was responsible for methodology. LK did laboratory analysis. HT, YS, V-MK, RS and LK are responsible for acquisition of data. HT and MA did the statistical analysis. HT, YS, V-MK and AM interpreted data. HT, V-MK and AM wrote the manuscript. All authors read and approved the final manuscript.

Pre-publication history
=======================

The pre-publication history for this paper can be accessed here:

<http://www.biomedcentral.com/1471-2407/9/289/prepub>

Acknowledgements
================

We thank Aija Parkkinen for skilful technical assistance.

This study was supported by Finnish Cancer Foundation, The North Savo Cancer Fund, Special Government Funding (EVO) of Kuopio University Hospital, Finnish Lung Health Association (Filha), Biocenter Kuopio and European Union, European Regional Development Fund and European Social Fund.
